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The fidelity of RNA replication by the poliovirus-RNA-dependent RNA polymerase was examined by copying
homopolymeric RNA templates in vitro. The poliovirus RNA polymerase was extensively purified and used to
copy poly(A), poly(C), or poly(I) templates with equimolar concentrations of noncomplementary and
complementary ribonucleotides. The error frequency was expressed as the amount of a noncomplementary
nucleotide incorporated divided by the total amount of complementary and noncomplementary nucleotide
incorporated. The polymerase error frequencies were very high and ranged from 7 X 10™* to 5.4 x 1073,
depending on the specific reaction conditions. There were no significant differences among the error frequencies
obtained with different noncomplementary nucleotide substrates on a given template or between the values
determined on two different templates for a specific noncomplementary substrate. The activity of the
polymerase on poly(U) and poly(G) was too low to measure error frequencies on these templates. A fivefold
increase in the error frequency was observed when the reaction conditions were changed from 3.0 mM Mg>*
(pH 7.0) to 7.0 mM Mg>* (pH 8.0). This increase in the error frequency correlates with an eightfold increase

in the elongation rate that was observed under the same conditions in a previous study.

Poliovirus RNA replicates in the cytoplasm of infected
cells by using a virus-coded-RNA-dependent RNA polymer-
ase. The purified polymerase synthesizes full-length copies
of poliovirion RNA and other polyadenylated RNAs in vitro
in the presence of an oligo(U) primer (9, 32, 33). Synthetic
homopolymers, including poly(A) - oligo(U), poly(C) -
oligo(I), poly(I) - oligo(C), and poly(U) - oligo(A) serve as
templates and primers for the polymerase.

The rapid evolution of RNA viruses is now a well-
documented phenomena (for a review, see reference 16). A
low fidelity of replication by viral RNA polymerases could
explain in part how this rapid evolution takes place. Many
different indirect methods have been used to measure the
mutation rates of RNA viruses. These methods have in-
cluded the measurement of reversion frequencies of viral
mutants (12, 15), the measurement of the loss of recognition
sites for neutralizing antibodies (20, 23, 26, 27, 34, 35), and
the measurement of changes in T, oligonucleotide maps (3,
S, 14, 22-24, 29, 31). The only direct measurement of base
substitution frequencies has been done with vesicular sto-
matitis virus (VSV) in which an error frequency of 2.2 X
10~* was observed in vivo (30).

Studies of the fidelity of poliovirus RNA replication have
a unique advantage over studies with most other RNA
animal viruses since the viral polymerase has been purified
in a soluble and template-dependent form and can be used to
directly measure error frequencies in vitro on different RNA
templates. By copying synthetic homopolymers with the
purified polymerase and differentially labeled complemen-
tary and noncomplementary ribonucleotide substrates, one
can directly measure the error frequency of the polymerase.
This procedure eliminates the bias of converting mutation
rates to error rates of the polymerase. The in vitro procedure
also has the distinct advantage of allowing one to vary the
reaction conditions and observe any changes in the error
frequency. Templates may also be varied to determine if
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certain base pair mismatches are allowed more often than
others.

Our findings indicate that the poliovirus polymerase has a
very high error frequency of 1073 to 10~%. The error fre-
quency was not significantly affected by using different
ribonucleotide substrates and templates. Reaction condi-
tions which are known to correlate with faster elongation
rates, however, were found to significantly increase the error
frequency.

MATERIALS AND METHODS

Polymerase reaction conditions. The standard reaction mix-
ture (final volume, 30 pl) contained 50 mM HEPES (N-2-
hydroxyethylpiperazine-N’-2-ethanesulfonic acid) (pH 8.0),
3 mM MgCl,, 10 mM dithiothreitol, 2.5 pg of poly(A), 1.25
ug of oligo(U), and 3 ul of fraction 4-HA polymerase purified
as described previously (36). Any changes in the standard
conditions are indicated in table footnotes and figure leg-
ends. For the double-label >H-32P misincorporation assays,
10 pCi of [5,6-*HJUTP (36 Ci/mmol) was added as the
correct ribonucleoside triphosphate and 20 nCi of either
[a-*?P]ATP, [a-**P]GTP, or [a-*?P]CTP (410 Ci/mmol) was
added as the incorrect ribonucleoside triphosphate. Labeled
ribonucleoside triphosphates were obtained from Amersham
Corp., Arlington Heights, Ill. Unlabeled ribonucleoside tri-
phosphates (Calbiochem-Behring, La Jolla, Calif.) were
added to make the reaction mixtures equimolar (7.2 uM)
with respect to complementary and noncomplementary ri-
bonucleoside triphosphates. The reactions were run for 1 h
at 30°C. The labeled product RNA was precipitated in 7%
trichloroacetic acid and 1% sodium PP;, collected on mem-
brane filters, and counted.

RNA digestion with P1 nuclease. Product RNA was syn-
thesized on a poly(A) template as described above, with 10
wCi each of [*?PJUTP and 10 pCi of either [*’PJATP,
[**PIGTP, or [**P]CTP. The labeled product RNA was
phenol-chloroform extracted, ethanol precipitated, dis-
solved in 100 pl of 0.1 M NaCl, 1 mM EDTA, 10 mM Tris



VoL. 62, 1988

POLIOVIRUS RNA POLYMERASE ERROR FREQUENCY 559

TABLE 1. Error frequency of the poliovirus RNA polymerase

Reaction Noncomplementary Complementary
conditions® substrate substrate Error frequency”
Poly(A) [>2P]ATP [*H]JUTP (3.8 +0.6) x 1073
3 mM MgCl, [>2PICTP (*H]UTP 29+0.4 x1073
pH 8 [*2PIGTP [*HIUTP 3.8 +0.5 x 1073
Poly(A) [*P]ATP [*H]UTP (5.2 +04) x107?
7 mM MgCl, [*2PICTP [*H]UTP (3.4 £0.6) x 1073
pH 8 [*?PIGTP [*HJUTP (5.4 +0.3) x 1073
Poly(A) [>’P]ATP [*HIJUTP (1.5+0.5 x1073
7 mM MgCl, [>2PICTP [FHIUTP 2.5 +0.3) x 1073
pH 7 [*?PIGTP [PHJUTP (3.0 £0.6) x 1073
Poly(A) [*P]ATP [*HJUTP (1.5 +0.2) x 1073
3 mM MgCl, [*?P]ICTP [*HJUTP (1.0 £ 0.2) x 1073
pH 7 [**PIGTP [*H]JUTP 0.7 £0.3) x 1073
Poly(C) [*2P]ATP [*HIGTP 29*1.2)x1073
3 mM MgCl, [>2P]CTP [*HIGTP (4.8 +2.0) x 1073
pH 8 [*?PJUTP [*HIGTP (2.5+0.2) x 1073
Poly(I) [>2P]ATP [*HICTP (2.2 £0.5 x 1073
3 mM MgCl, [*’P]GTP [*HICTP (1.6 = 0.4) x 1073
pH 8 [**P]JUTP [*HICTP (1.9 £ 0.6) x 1073

“ Reaction conditions were as described in Materials and Methods, except the final volume of the poly(A) reactions was 50 pl. In the poly(C) and poly(l)
reactions, the final volume was 30 pl and the total nucleotide concentrations were 25.6 and 16.6 uM, respectively.

b The error frequency was defined as the picomoles of noncomplementary nucleotide incorporated divided by the total picomoles of nucleotide incorporated
into product RNA. For example, 432,802 cpm of [*HJUMP (2.02 x 10* cpm/pmol) and 8,038 cpm of [**P]JAMP (1.33 x 10° cpm/pmol) were incorporated at pH

8 and 3 mM MgCl,. A counting efficiency for *H of 0.33 was assumed.

(pH 7.6), and run over a G-50 spun column as previously
described (21) to remove unincorporated labeled nucleo-
tides. The labeled RNA was ethanol precipitated and dis-
solved in 15 .l of 10 mM sodium acetate (pH 6.0) containing
1.5 U of P1 nuclease (Bethesda Research Laboratories,
Bethesda, Md.). The sample was then heat denatured at
100°C for 10 min and cooled to 37°C, and another 1.5 U of P1
nuclease in 15 pl of 10 mM sodium acetate (pH 6.0) was
added to the sample. The sample was incubated for 1.5 h at
37°C to complete the digestion.

High-voltage ionophoretic separation. Ionophoretic separa-
tion of the P1 nuclease-digested product RNA was per-
formed on Whatman 3MM paper at pH 3.5 as previously
described (1, 28). *?P-labeled ribonucleoside monophos-
phates were located by autoradiography, cut out from the
paper, and counted in 5 ml of Aquasol-2 scintillation fluid.

RESULTS

Polymerase error frequency. The error frequency of the
poliovirus RNA polymerase was determined by measuring
the rate at which a noncomplementary ribonucleotide sub-
strate was incorporated into the product RNA with synthetic
homopolymeric RNAs as templates. When poly(A) was used
as the template, [*'HJUTP was used as the complementary
substrate and >?P-labeled ATP, GTP, and CTP were used as
the noncomplementary substrates. The picomoles of the
noncomplementary nucleotide incorporated divided by the
total picomoles of nucleotide incorporated into product
RNA was defined as the error frequency of the polymerase
reaction. The error frequency determined in these reactions
was quite high and ranged from 7 x 107% to 5.4 x 1073
(Table 1). No significant difference in the error frequency
was observed among the three noncomplementary ribonu-
cleotide substrates. When poly(C) was used as the template,

the error frequency ranged from 2.5 X 1073 to 4.8 x 1073
(Table 1). Within the experimental error of these experi-
ments, there was again no significant difference between the
error frequencies obtained on the poly(A) and the poly(C)
templates at the same pH and Mg?* concentration (Table 1).
With a poly(I) template, the error frequencies were about the
same as those observed on poly(A) and poly(C) (Table 1). It
was not possible to determine error frequencies on poly(U)
and poly(G) because very low levels of polymerase activity
were observed.
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FIG. 1. Diagram showing 5'-ribonucleoside monophosphates re-
covered from product RNA digested with P1 nuclease. Illustrated is
the synthesis of product RNA on a poly(A) template (PolyA) in the
presence of an oligo(U) primer (oligoU) by the polymerase in the
presence of [*?PJUTP (pppU) and [**P]CTP (pppC). The expected P1
nuclease digestion products that result from cleavage of the labeled
product RNA at the sites indicated by the downward arrows are also
shown.
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FIG. 2. High-voltage ionophoretic separation of Pl nuclease
digestion products. RNA was synthesized in the presence of
[*PJUTP and the following 3?P-labeled noncomplementary ribonu-
cleotides: [*?P]ATP (lane 1), [**P]CTP (lane 2), [**P]GTP (lane 3).
Lane 4 is a marker lane containing the 3?P-labeled 5'-ribonucleoside
monophosphates. UMP (pU), GMP (pG), AMP (pA), and CMP
(pC). After digestion with P1 nuclease, the samples were spotted at
the origin (ori) and subjected to ionophoretic separation.

P1 nuclease digestion of product RNA. To ensure that the
32p_gpecific radioactivity incorporated into the product RNA
was the noncomplementary nucleotide as opposed to con-
taminating complementary nucleotide, we analyzed the base
composition of the product RNA. Product RNA was synthe-
sized on a poly(A) template with [*?PJUTP and a noncom-
plementary 3?P-labeled nucleoside triphosphate. separated
from unincorporated labeled ribonucleotides at the end of
the reaction, and then digested to completion with P1
nuclease (see Materials and Methods). P1 nuclease digests
RNA to 5'-monophosphates and should yield a 32P-labeled
noncomplementary ribonucleoside monophosphate in the
digestion mixture only if it were actually incorporated into
the product RNA (Fig. 1). After digestion with P1 nuclease,
the resultant products were separated by high-voltage iono-
phoretic separation at pH 3.5 on Whatman 3MM paper and
located by autoradiography (Fig. 2). When *?P-labeled ATP,
GTP, and CTP were used as the noncomplementary sub-
strates, small but detectable amounts of labeled AMP, GMP,
and CMP, respectively, were recovered in the digestion
products (Fig. 2). To determine the error frequencies, the
spots were cut.out of the paper and counted. In this case, the
error frequencies ranged from 2.0 X 1073 to 4.8 x 107}
(Table 2). These values were in agreement with the error
frequencies determined under the same reaction conditions
by differentially counting the *H- and *?P-labeled product
RNA (Table 1). This indicates that the **P-labeled nucleo-
tides incorporated in the first assay were not due to small

J. VIROL.

TABLE 3. Correlation between polymerase error frequencies
and elongation rates

cg:;ﬁ:g:lnsu Error frequency” Elongation rate
3 mM MgCl, 0.9 +0.2) x 1073 83
pH7
3 mM MgCl, (3.5+0.5 x 1073 210
pH 8
7 mM MgCl, (4.7 £0.4) x 1073 635
pH 8

“ Reaction conditions were as described in Materials and Methods with a
poly(A) template.

b Each error frequency is the mean of the individual values for the reactions
with ATP, CTP, or GTP at each specified reaction condition in Table 1.

¢ Determined under identical reaction conditions with virion RNA as
previously described (11).

amounts of contaminating *?P-labeled complementary nucle-
otides. Otherwise, only the incorporation of complementary
ribonucleotides would have been observed in the second
assay.

Error frequencies and elongation rates. Significant changes
in the error frequencies were observed when different pHs
and Mg?* concentrations were used in the reactions (Table
1). This shows the importance of using the same reaction
conditions when comparing the error frequencies with dif-
ferent substrates and templates. In a previous study, we
found that the elongation rate of the polymerase reaction
also varied significantly with changes in the reaction condi-
tions (11). Increasing the pH from 7.0 to 8.0 and the Mg?*
concentration from 3 to 7 mM increased the elongation rate
by about eightfold. When the same changes were made in the
reaction conditions used in this study, the average error
frequency increased about fivefold (Table 3). Thus, there
appears to be a direct correlation between an increase in the
elongation rate and an increase in the error frequency.

DISCUSSION

In this study, we have examined the fidelity of the polio-
virus RNA-dependent RNA polymerase in copying homo-
polymeric RNA templates in vitro. Highly purified poliovi-
rus RNA polymerase was used to copy poly(A), poly(C), and
poly(I) templates in vitro, and the error frequency was
expressed as the ratio of the amount of a noncomplementary
nucleotide incorporated relative to the total nucleotide in-
corporated into the product RNA. This general approach has
been widely used to measure the fidelity by which purified
DNA polymerases copy polynucleotide templates (2, 13). An
essential requirement of this assay is that the polymerase be
extensively purified and free of any contaminating RNA or
terminal transferase. Poliovirus is unique among the RNA

TABLE 2. Polymerase error frequency calculated by digesting **P-labeled product RNA with P1 nuclease

Noncomplementary

Complementary

Template substrate substrate Error frequency“
Poly(A) [*?P]ATP [**PJUTP 29 +2.8) x 1073
3 mM MgCl, [*?P]CTP [**PJUTP (4.8 £2.4) x 1073
pH 8 [*?P]GTP [*P]JUTP (2.0 £2.4) x 1073

“ The error frequency was as defined in footnote b of Table 1. The picomoles of complementary and noncomplementary substrate incorporated was determined
by ionophoretric separations of the *?P-labeled digestion product. locating the monophosphates by autoradiography. and counting them in a scintillation counter
(Fig. 2). The values shown are an average of at least three experiments.
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animal viruses in that we and others have been successful in
purifying the polymerase to near homogeneity in a soluble
and template-dependent form (4, 9-11). Essentially no activ-
ity above background levels is observed in the absence of
exogenously added template and primer RNAs (11).

The results from this study indicate that the poliovirus
RNA polymerase has an extremely high error frequency that
ranged from 7 X 107* to 5.4 X 1073, depending on the
specific reaction conditions. No significant change in the
error frequency was observed when different noncomple-
mentary nucleotides were used in the reactions or when a
poly(C) or poly(I) template was used in place of poly(A). In
addition, there was no increase in the error frequency for
UMP and AMP incorporation on poly(I) although relatively
stable I-A and I-U base pairs can theoretically form.

Changes in the reaction conditions were found to result in
significant changes in the error frequency. From previous
studies, it was known that certain modifications in the
reaction conditions would result in about an eightfold in-
crease in the elongation rate of the polymerase reaction. In
this study, the same changes resulted in a fivefold increase in
the error frequency. These results suggest that a correlation
exists between faster elongation rates and higher error
frequencies. In future studies, it will be important to deter-
mine if other changes in the reaction conditions, such as
alterations in the relative nucleotide concentrations and the
reaction temperature, and the use of Mn*? in place of Mg™*?2,
significantly affects the error frequency.

The fidelity of the polymerase reaction on synthetic poly-
nucleotide templates may not be exactly the same as that
which occurs on RNA. For example, it is possible that some
increased misincorporations may be associated with slippage
of the primer on the homopolymeric RNA during synthesis
of the product RNA. It is very interesting to note, however,
that our results are in very good agreement with those of
Steinhauer and Holland (30) in which the VSV polymerase
error frequency was measured at a single-base site in VSV
RNA. The error frequency they observed in vitro ranged
from 1.0 x 1073 to 8.5 X 10™*, with an average of 7.0 x
107%. An average value of 2.2 X 10™* was observed at the
same site for VSV RNA synthesized in vivo. Our results are
also in accord with the 107* to 10™* error frequencies
estimated for retrovirus reverse transcriptases (8, 19) and the
10~ error frequency determined for the QB RNA polymer-
ase (6, 7).

In a recent study by Parvin et al. (25), the neutral mutation
rate in the VPI1 gene of poliovirus was assayed by direct
sequence analysis. The neutral mutation rate was calculated
to be less than 2.1 x 10~® mutations per nucleotide per
infectious cycle. This result is in sharp contrast to the very
high polymerase error frequencies obtained in this study and
with the VSV polymerase (30). The difference between the
low neutral mutation rate measured as described above and
the high error frequency determined in vitro raises several
questions. Does the viral polymerase exhibit a much higher
level of fidelity during RNA replication in vivo or is there a
high probability that most mutations are deleterious and are
selected against during viral replication?

In future studies, we plan to measure the poliovirus RNA
polymerase error frequency during the replication of polio-
virus RNA in vivo. These results should help distinguish
between two possible mechanisms for the evolution of
picornaviruses. If the viral polymerase exhibits a relatively
low error frequency during RNA replication in vivo, then a
large number of infectious cycles would be required to
generate changes in the viral genome. In contrast, a high
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polymerase error frequency would generate mutations in the
genomic RNA after a relatively small number of infectious
cycles. It is clear that poliovirus and other picornaviruses
rapidly change as they replicate in their natural hosts (5, 17,
18, 23, 24, 31). Determining the polymerase error frequency
in vivo, however, should help distinguish between these two
mechanisms.

ACKNOWLEDGMENTS

We thank Joan Morasco and Mike Duke for excellent technical
assistance.

This work was supported by Public Health Service grant AI115539
from the National Institute of Allergy and Infectious Diseases.
J.B.F. is the recipient of Public Health Service Research Career
Development award A100523 from the National Institutes of Health.

LITERATURE CITED

1. Barrell, B. G. 1971. Fractionation and sequence analysis of
radioactive nucleotides, p. 751-828. In G. Contoni and D.
Davies (ed.), Procedures in nucleic acid research, vol. II,
Harper & Row Publishers, Inc., New York.

2. Battula, N., and L. Loeb. 1974. The infidelity of avian myelo-
blastosis virus deoxyribonucleic acid polymerase in polynucle-
otide replication. J. Biol. Chem. 249:4086—4093.

3. Clewley, J. P., D. H. L. Bishop, C.-Y. Kang, J. Coffin, W. M.
Schnitzlein, M. E. Reichmann, and R. E. Shope. 1977. Oligonu-
cleotide fingerprints of RNA species obtained from rhabdovi-
ruses belonging to the vesicular stomatitis virus subgroup. J.
Virol. 23:152-166.

4. Dasgupta, A., M. Baron, and D. Baltimore. 1979. Poliovirus
replicase: a soluble enzyme able to initiate copying of poliovirus
RNA. Proc. Natl. Acad. Sci. USA 76:2679-2683.

S. Domingo, E., M. Davila, and J. Ortin. 1980. Nucleotide se-
quence heterogeneity of the RNA from a natural population of
foot-and-mouth disease virus. Gene 11:333-346.

6. Domingo, E., R. Flavell, and C. Weissman. 1976. In vitro
site-directed mutagenesis: generation and properties of an infec-
tious extracistronic mutant of bacteriophage QB. Gene 1:3-25.

7. Domingo, E., D. Sabo, T. Tanigochi, and C. Weissman. 1978.
Nucleotide sequence heterogeneity of an RNA phage popula-
tion. Cell 13:735-744.

8. Fields, S., and G. Winter. 1981. Nucleotide sequence heteroge-
neity and sequence rearrangements in influenza virus cDNA.
Gene 15:207-214.

9. Flanegan, J. B., and D. Baltimore. 1977. Poliovirus-specific
primer-dependent RNA polymerase able to copy poly(A). Proc.
Natl. Acad. Sci. USA 74:3677-3680.

10. Flanegan, J. B., and D. Baltimore. 1979. Poliovirus polyuridylic
acid polymerase and RNA replicase have the same viral poly-
peptide. J. Virol. 29:352-360.

11. Flanegan, J. B., and T. A. Van Dyke. 1979. Isolation of a soluble
and template-dependent poliovirus RN A polymerase that copies
virion RNA in vitro. J. Virol. 32:155-161.

12. Gopinathan, K., L. Weymouth, T. Kunkel, and L. Loeb. 1979.
Mutagenesis in vitro by DNA polymerase from an RNA tumour
virus. Nature (London) 278:857-859.

13. Hall, Z., and 1. Lehman. 1968. An in vitro transversion by a
mutationally altered T4-induced DNA polymerase. J. Mol. Biol.
36:321-333.

14. Harris, T., K. Robson, and F. Brown. 1980. A study of the
nucleotide sequence conservation between the RNAs of two
serotypes of foot-and-mouth disease virus. J. Gen. Virol.
50:403-418.

15. Holland, J., D. Kohne, and M. Doyle. 1973. Analysis of virus
replication in ageing human fibroblast cultures. Nature
(London) 245:316-318.

16. Holland, J., K. Spindler, F. Horodyski, E. Grabaw, S. Nichol,
and S. Van de Pol. 1982. Rapid evolution of RNA genomes.
Science 215:1577-158S.

17. Kew, O., B. Nottay, M. Hatch, J. Nakano, and J. Obijeski. 1981.
Multiple genetic changes can occur in the oral poliovaccines



562

18.

19.
20.

21.

22.

23.

24,

25.

26.

27.

WARD ET AL.

upon replication in humans. J. Gen. Virol. 56:337-347.

King, A., B. Underwood, J. McCakon, and F. Brown. 1981.
Biochemical identification of viruses causing the 1981 outbreaks
of foot-and-mouth disease in U.K. Nature (London) 293:
479-480.

Kunkel, T., R. Schaaper, R. Beckman, and L. Loeb. 1981. On
fidelity of DNA replication. J. Biol. Chem. 256:9883-9889.
Lubeck, M., J. Schulman, and P. Palese. 1980. Antigenic vari-
ants of influenza viruses: marked differences in the frequency of
variants selected with different monoclonal antibodies. Virology
102:458—462.

Maniatis, T., E. Fritsch, and J. Sambrook. 1982. Molecular
cloning: a laboratory manual. Cold Spring Harbor Laboratory,
Cold Spring Harbor, N.Y.

Minor, P., A. John, M. Ferguson, and J. Icenogle. 1986. Anti-
genic and molecular evolution of the vaccine strain of type 3
poliovirus during the period of excretion by a primary vaccinee.
J. Gen. Virol. 67:693-706.

Minor, P., G. Schild, M. Ferguson, A. Mackay, D. Magrath, A.
John, P. Yates, and M. Spitz. 1982. Genetic and antigenic
variation in type 3 polioviruses: characterization of strains by
monoclonal antibodies and T1 oligonucleotide mapping. J. Gen.
Virol. 61:167-176.

Nottay, B., O. Kew, M. Hatch, J. Heyward, and J. Obijeski.
1981. Molecular variation of type 1 vaccine-related and wild
poliovirus during replication in humans. Virology 108:405-
423,

Parvin, J. D., A. Moscona, W. T. Pan, J. M. Leider, and P.
Palese. 1986. Measurement of the mutation rates of animal
viruses: influenza A virus and poliovirus type 1. J. Virol.
59:377-383.

Portner, A., R. Webster, and W. Bean. 1980. Similar frequencies
of antigenic variants in Sendai, vesicular stomatitis and influ-
enza A viruses. Virology 104:235-238.

Prabhakar, B., M. Harspel, P. McClintock, and A. Notkins.
1982. High frequency of antigenic variants among naturally

28.

29.

30.

31.

32.

33.

34.

35.

36.

J. VIROL.

occurring human coxsackie B4 virus isolates identified by
monoclonal antibodies. Nature (London) 300:374-376.

Rose, J. 1975. Heterogeneous 5'-terminal structures occur on
vesicular stomatitis virus mRNAs. J. Biol. Chem. 250:
8098-8104.

Sobrino, R., M. Davila, J. Ortin, and E. Domingo. 1983. Multiple
genetic variants arise in the course of replication of foot-and-
mouth disease virus in cell culture. Virology 28:310-318.
Steinhauer, D. A., and J. J. Holland. 1986. Direct method for
quantitation of extreme polymerase error frequencies at se-
lected single base sites in viral RNA. J. Virol. 5§7:219-228.
Takeda, N., K. Miyamura, T. Ogion, K. Natori, S. Yamazaki, N.
Sakurai, N. Nakazono, K. Ishii, and R. Kono. 1984. Evolution of
enterovirus 70: oligonucleotide mapping analysis of RNA gen-
ome. Virology 134:375-388.

Tuschall, D. M., E. Hiebert, and J. B. Flanegan. 1982. Poliovirus
RNA-dependent RNA polymerase synthesizes full-length cop-
ies of poliovirion RNA, cellular mRNA, and several plant virus
RNAs in vitro. J. Virol. 44:209-216.

Van Dyke, T., R. Rickles, and J. B. Flanegan. 1982. Genome-
length copies of poliovirion RNA are synthesized in vitro by the
poliovirus RNA-dependent RNA polymerase. J. Biol. Chem.
257:4610-4617.

Webster, R., and W. Laver. 1980. Determination of the number
of nonoverlapping antigenic areas in Hong Kong (H3N2) influ-
enza virus hemagglutinin with monoclonal antibodies and the
selection of variants with potential epidemiological significance.
Virology 104:139-148.

Yewdell, J., R. Webster, and W. Gerhard. 1979. Antigenic
variation in three distinct determinants of an influenza A hem-
agglutinin molecule. Nature (London) 279:246-251.

Young, D. C., B. M. Dunn, G. J. Tobin, and J. B. Flanegan.
1986. Anti-VPg antibody precipitation of product RNA synthe-
sized in vitro by the poliovirus polymerase and host factor is
mediated by VPg on the poliovirion RNA template. J. Virol.
58:715-723.



